INTRODUCTION
This protocol describes a rapid PCR-based method for identifying targeted ES cell colonies prior to picking. It is based on DNA analysis of a small part of colonies pooled directly from selection plates. Only positive colonies are expanded. i. Pick part of the colonies at ~Days 8-10 of G418 selection (the day when G418 is first applied is counted as Day 0).
MATERIALS
ii. Aspirate the medium, invert the dish, and mark the colonies with a colored marker under a stereomicroscope. Identify only undifferentiated colonies. Use different-colored markers to identify clones in different pools.
iii. Cover the cells on the dish with 10 ml of PBS.
iv. Using a finely drawn capillary tube, pick approximately one-fifth of each colony. Repeat this process with the same capillary for the remaining colonies in the pool (usually ~25 colonies). Crosscontamination between colonies is not a problem.
v. Transfer the picked colonies to a 0.6-ml microcentrifuge tube. iii. Once DNA is added, overlay with light mineral oil. 4. Optimize PCR conditions using a mock construct diluted with genomic DNA. Perform test PCRs in a 25-µl final volume, using 100 ng of genomic DNA (e.g., DNA extracted from the tail of a wild-type mouse) and dilutions of mock plasmid. Aim for a UV-visible product after 40 cycles using 1 fg of plasmid DNA, and for an extension of 2-3 kb. PCR extension times are based on 700 bp/minute. 
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